
!CCV A M In Vitro Pyrogenicity BRD: Appendix A3 May2008 

Validation of Biomedical Testing Methods 

In vitro test for pyrogen/endotoxin using human 
whole blood 
22 07 02 

Standard Operating Procedure 

Only the responsible of the GLP/QA Unit is allowed to Copy number 
make copies of this document. 
Extra examples can be obtained at the GLP/QA Unit. 
Quality Documents are only valid if they are signed by 
the responsible of the GLP/QA Unit in and provided 
with a blue copy number 

Identity 

.OiNT 
~£SU•. RCH 
CENHE 

!rr.'tt\~OCt'Hs.illtmiC.oir>\IIIUl' Ptrt;t.ri:m 

ECVAI-1 

A-307 



· J.l Cp·· ~rt · 
 
lnotitute for Heolth ond 
Conoumer Protection 

A-308 

!CC V AM In Vitro f),rogenici~v BRD: Appendix A3 	 May2008
SOP WB IL6 	 Page 2 of2 

Standard Operating procedure 
In vitro pyrogen test using human whole blood 

Version number: 220702 
Applicable from: 22 07 02 
Expired at: 

Drafted by: Name Stephen Poole 

Date 22 07 02 

Signature 

Reviewed by: Name 

Date 

Signature 

Approved by: 	 Name 

Date 

Signature 

Issued by: 	 Name 

Date 

Signature 

*Owner/Trainer: 	 Signature : Date: 



ln~titutt for Htolth ond 
Con~umtr Prottction 

A -309 

/CCVAM In Vitro Pyrogenici~y BRD: Appendix AJ May 2008 
SOP \VB IL6 Page 3 of3 

PAGE OF CHANGES 

Date of change/ 
Date of draft: 

Version-
number: 

Changed 
page(s): 

Summary of the change(s): Changed 
by/Sign.: 

22 07 02 220702 Sections 3, 8 and 10 redrafted 



ln~titu tc fo r Hcolth ond 
Con~urncr Protection 

A-3 10 
 

/CCV AM in Vitro Pyrogenicity BRD: Appendix AJ May2008 
SO P \VB IL6 Page 4 of4 

TABLE OF CONTENTS Page No. 

1 INTRODUCTION....................................................................................................... 5 
 
2PURPOSE................................................................................................................. 5 
 
3 SCOPE /LIMITATIONS ............................................................................................. 5 
 
4 METHOD OUTLINE ........................................ ..........................................................5 
 
5 DEFINITIONS ABBREVIA TIONS..................................................................... ........5 
 
6 MATERIALS ............................................................................................................. 5 
 
7METHODS ................................................................................................................ 5 
 

7.1. STEPS PRIOR TO BLOOD- CULTURE ............ ... ............. .. .. .. ... .... ..... ...... ... ..... 5 
 
7.1 .1. Preparation of aliquots of the LPS (endotoxin) standard (STDt1 

.. . .. • ... 5 
 
7.1.2. Preparation ofaliquots of the IL-6 standarcf1 

.. •• • ...• •••• • . . . . • .. •••• ••• ••••••••••• 5 
 
7. 1.3. Coating of IL- 6 ELISA plates ..... ... ......... ........ .... ....... ..... ... .... ... .... ... .... .. 5 
 
7. 1.4. Preparation of samples for testinf/1

•• • •••••• •• •• ••• • • • ••• • •••••• •• •• •••• • ••••••••• • • •• ••• 5 
 
7. 1.5. Collection of human blood ............ .. ...... .. .. .. .. .... .. .. .. .... .. .. ...... .... .. .. .... .... 5 
 
7. 1. 6. Storage of blood .... ............ .. ................ .. ........ .. ... .. ........ .. .. .... ................ 5 
 
7.1. 7. Equilibration of reagents for cell culture .... .. .. .. ........ .. ... ... .. .. .. ... .... .. .... ... 5 
 
7. 1.8. Preparation of the LPS standard curvea 1 

.. ............. ..... .... . ...... .... .. .. .. .. .. .. 5 
 
7.2. BLOOD CULTURE81 

.................... .. ........ .. .. .......... .. .... .... .. ................ .. .. .. ................ 5 
 
8 DATAANAL YS/S ......................................................................................................5 
 
9 HEALTH SAFETY AND ENVIRONMENT ................................................................5 
 
10 ANNEX..................................................................................................................26 
 
11 REFERENCES........................................................................................................5 
 



lnotitut e fo r Heolth ond 
Conoumer Protection 

A -311 

!CCVAM In Vitro Pyrogenici(y BRD: Appendix A3 May2008
SO P WB IL6 Page 5 of5 

1 INTRODUCTION 

Parenteral pharmaceutical products must be shown to be free from pyrogenic (fever
inducing) contamination. While a pyrogen may in general be defined as any 
substance that causes fever, the pyrogens that almost invariably contaminate 
parentera l pharmaceuticals are bacterial endotoxins (lipopolysaccharides, LPS) from 
Gram- negative bacteria (Masco li and Weary, 1979a, 1979b). There are two 
Pharmacopoeial tests for pyrogenic contamination: the rabbit pyrogen test and the 
Limulus amoebocyte lysate (LAL) test. The rabbit pyrogen test, which detects LPS 
and other pyrogens, involves measuring the rise in body temperature evoked in 
rabbits by the intravenous injection of a sterile solution of the substance to be 
examined . In contrast, the LAL test detects only LPS: it is described in 
Pharmacopoeias as the bacterial endotoxins test (BET). The principle of the LAL-test 
is that LPS causes extracellular coagulation of the blood (haemolymph) of the 
horseshoe crab, Limulus polyphemus (Levin & Bang , 1964). Although the LAL test is 
gradually superseding the rabbit pyrogen test, hundreds of thousands of rabbit 
pyrogen tests are still carried out each year around the world, largely on products 
which cannot, for one reason or another, be tested in the LAL test. While proving 
generally reliable, both the rabbit pyrogen test and LAL test have shortcomings. The 
rabbit pyrogen test uses experimenta l animals , is costly and is not quantitative. The 
LAL test gives false negatives with certain products, can overestimate the pyrogen 
content of other products and does not detect pyrogens other than bacterial endotoxin 
(LPS), such as Gram-positive exotoxins, viruses and fungi (Dinarello et al., 1984; 
Poole et al., 1988; Ray et al., 1990; Taktak et al., 1991; Fennrich et al., 1999). 

The basis of the rabbit pyrogen test is the in vivo stimulation by exogenous 
pyrogens (usually LPS) of rabbit peripheral blood monocytes to produce the 
endogenous pyrogens that cause fever. The endogenous pyrogens are pyrogenic 
cytokines such as tumour necrosis factora (TNFa), interleukin-1 (IL-1a and IL-1~, 
two separate gene products), IL--6 and IL-8 (Dinarello et al., 1999). In view of the 
shortcomings of the rabbit pyrogen test and the LAL test, in vitro pyrogen tests that 
utilise the exquisite sensitivity to exogenous pyrogen of monocytes have been 
proposed . In such tests, products are incubated with human peripheral blood 
monocytes (or mononuclear cells, PBMNC, or leukocytes) and the conditioned media 
assayed for pyrogenic cytokines (Duff & Atkins, 1982; Dinarello et al. , 1984; Poole et 
al., 1988, 1989; Hansen and Christensen, 1990; Taktak et al., 1991; Bleeker et al., 
1994). 

The isolation of monocytes/leukocytes from whole blood is labour- intensive 
and time-consuming, technically sophisticated, requires expensive reagents and 
does not guarantee the isolation of cells in a non-activated state . Human whole 
blood produces cytokines in response to pyrogen/LPS (Desch et al. , 1989; Finch
Arietta and Cochran, 1991; Hartung and Wendel, 1996) and in vitro pyrogen tests 
using human whole blood are being evaluated in a number of laboratories, particularly 
in Germany (Hartung and Wendel, 1996; Fennrich et al., 1999) and South Africa (Pool 
et al., 1998). The major differences between these whole blood in vitro pyrogen tests 
are the cytokine chosen as the readout (measured variable), the duration of 
incubation of the product (or LPS standard) with the blood, and the inclusion/omission 
of interferony as co-stimulus (prim ing agent) . The preferred readout is IL- 1 ~ 
(Hartung and Wendel, 1996; Fennrich et al., 1999) or IL--6 (Po ol et al., 1998), 
although TNFa also would appear to be suitab le (Desch et al., 1989; Finch-Arietta 
and Cochran, 1991; Hartung and Wendel, 1996). The duration of incubation is 
determined to some extent by convenience but also by the choice of readout. A short 
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(4h) incubation of (diluted) blood with a very large dose of LPS (1 0 1-lg/ml, i.e . some 
100000 IU/ml) stimulated the production of IL-1~ (and TNFa) whereas a longer 
incubation (24h) of (diluted) blood was required for much smaller doses of LPS (1 
pg/ml and above) to stimulate the production of IL-1 ~ (and TNFa., Hartung and 
Wendel, 1996) . A lengthy incubation (18 h), in the presence of interferony, was also 
favoured when IL--6 was the readout (Pool et al., 1998). 

Our previous work with monocytes/monocytic cells pointed to t he merits of IL
6 as the readout because IL--6, unlike IL- 1 ~ and TNFa, is secreted entirely into the 
cell-conditioned medium, in large quantities, permitting its complete estimation (Poole 
et al., 1989; Taktak et al., 1991). 

2 PURPOSE 

To develop an in vitro pyrogen test that will serve as a rep lacement for the rabb it 
pyrogen test. 

. 3 SCOPE I LIMITATIONS 

The method described below is for the eva luation of an in vitro whole blood/IL--6 
release test. It is not a 'finalised' test system for the testing of medicinal products . 
The method may be applied only to preparations that have been validated with the 
method, i. e. shown not to interfere in the test system: see ANNEX . 

This SOP is optimised for the detection of bacterial endotoxins. An alternative SOP, 
SOP.WBT.NEP.NIBSC .030702, is optimised for the detection of endotoxin and non
endotoxin pyrogens . SOP.WBT.NEP.NIBSC.030702 is to be used to test products 
suspected of contamination with non -endotoxin pyrogens . 

4 METHOD OUTLINE 

Freshly taken human whole blood is heparinised, diluted with saline and stimulated 
for 16-24h with standard endotoxin (LPS) and preparations under test. Following this 
stimulation, the concentration of IL--6 in the cell-conditioned med ium is quantified 
using a specific ELISA (which is calibrated in terms of the appropriate international 
standard). The construction of a dose-response curve for endotoxin standard versus 
concentration of released IL--6 permits the estimation of the pyrogenic contamination 
of the preparations under test. The contam ination is measured in endotoxin
equivalent units . 
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5 DEFINITIONS I ABBREVIATIONS 

1-lg 
I-ll 
Ab 
BSA 
C02 oc 
D-R 
E. coli 
ELISA 
EP 
EU 
FDA 
g 
h 
HIFCS 
H202 
H2S04 
IL 
IS 
IU 
I 
KOH 
LAL 
LPS 
M 
MAb 
mg 
min 
ml 
mM 
NaCI 
NaOH 
NaHC03 
NaH2P04 
Na2HP04 
No. 
nm 
OD 
PBMNC 
PBS 
PC 

microgram 
microlitre 
antibody 
bovine serum albumin 
Carbon dioxide 
degrees Celsius (Centigrade) 
dose-response 
Escherichia coli 
Enzyme-linked immunosorbent assay 
European Pharmacopoeia 
endotoxin units 
Food and Drug Administration (USA) 
gram 
hour 
heat-inactivated (+56°C for 30 min) foetal calf serum 
hydrogen peroxide 
sulphuric acid 
interleukin 
international standard 
international unit 
litre 
potassium hydroxide 
limulus amoebocyte lysate 
lipopolysaccharide 
molar 
monoclonal antibody 
milligram 
minute 
millilitre 
millimolar 
sodium chloride 
sodium hydroxide 
sodium hydrogen carbonate 
sodium di-hydrogen phosphate 
di-sodium hydrogen orthophosphate 
number 
nanometre 
optical density 
peripheral blood mononuclear cells 
Dulbecco's phosphate buffered saline 
Personal Computer 

PF pyrogen-free (items purchased as sterile and pyrogen-free or baked 
at 
250°C for 30-60 min. 
POD horseradish peroxidase conjugate 
R endotoxin standard 
rpm rounds per minute 
RSE Reference Standard Endotoxin 
RT room temperature 
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TMB Tetramethyl benzidine 
s test sample 
STD standard 
UNK unknown 
USP United States Pharmacopoeia 
xg x gravity 
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6 MATERIALS 

Sterile, pyrogen-free Dulbecco's phosphate buffered saline (Life Technologies) 
 
HSA, 1% (a dilution in sterile PF saline of clin ical grade HSA, 4.5%) 
 
Polyoxyethylene-sorbitan monolaurate (TWEEN 20), cell culture grade, (Sigma, P

2287) 
 
Hydrochloric acid, 0.1 M, sterile filtered (Sigma, H-9892) 
 
Sodium hydroxide (reagent grade) 
 
1M H2S04 (Merck) 
 
Mouse monoclonal anti-IL--6 antibody from clone 16 
 
Horseradish peroxidase conjugated sheep polyclonal anti-IL--6 antibody 
 
3,3',5,5'-Tetramethyl benzidine (e.g. Fluka Cat. No. 87748) 
 
Acetone (reagent grade) 
 
Ethanol (reagent grade) 
 
Phenol (e.g. Merck Cat. No . 100206) 
 
Potassium hydroxide (reagent grade) 
 
Sodium dihydrogen phosphate (e .g. Merck Cat. No. 106346) 
 
Disodium hydrogen phosphate (e .g. Merck Cat. No. 1 06580) 
 
Tris (hydroxymethyl) aminomethane (e.g. Fluka Cat. No. 93352) 
 
Kathon MW!Wf, Christ Chemie AG, Reinach , Switzerland 
 
Albumin from bovine serum (e .g . Fluka Cat. No. 05480) 
 
Citric acid monohydrate e.g . Fluka Cat. No. 27490) 
 
Human AB serum (Sigma) 
 
Trypan blue stain (Sigma) 
 
USP Reference Standard Endotoxin [EC6 lot G], identical to the WHO international 
 
standards for bacterial endotoxin (LPS, vial code 94/580) 
 
Fragmin (Dalteparin, 10000 IU/ml, Pharmacia) 
 
Nunc-lmmuno 96-well plate MaxiSorp (F96, Life Technologies™, Paisley, Scotland) 
 
Falcon Microtest tissue culture plate, 96-well (353072, Beckton Dicki nson Labware) 
 
Falcon serolog ical pipettes (5ml, 1 Oml, 25mI, Beckton Dickinson Labware) 
 
Centrifuge tubes (Falcon 2070 Blue Max™) 
 
Polypropylene conical tubes (Falcon 2069 Blue Maxn') 
 
Eppendorf Biopur Tips 1 OOul & 1OOOul (Eppendorf-Netheler-Hinz-Gmbh,Germany) 
 
0.22 11m sterile f ilters (MilliPak 60, Millipore) 
 
Eppendon:® volumetric pipettes 
 
IL--6 from human lymphocytes (Boehringer Mannheim, Cat. No. 1299972) 
 

All other co nsumables are purchased as sterile and pyrogen-free and other reagents 
are pro ana lysis grade. 
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Buffers for the NOV ARTIS IL-6 ELISA: 

Coating Buffer 

Dissolve 
5.0 g of sodium dihydrogen phosphate and 
2.9 g of disodium hydrogen phosphate 
in 400 ml of disti lled water. 

Use 1 N NaOH to adjust the pH to 7.5, and make up to 500 ml with distilled water. 

Remains stable for 6 months at 2-8°C. 

Blocking Buffer 

Tris (hydroxymethyl)aminomethane 
Dissolve in distilled water 
Add Kathon MW/WT 

12.1 g 
400 ml 
0.1 ml 

Use 4 M HCI to adjust the pH to 7.5. 

Albumin from bovine serum 
Add distilled water to make up to 500 mi. 

5.0 g 

Remains stable for 6 months at 2- 8°C. 

Stopping Solution 

Distilled water 
H2S04 

500 ml 
26.6 ml 

Wash Solution 

Demineralised water 
Tween-20 

2000 ml 
1 ml 

Dilution Buffer 

Prepare the dilution buffer as follows: 

Tris(hydroxymethyl)aminomethane 
Distilled water 
Kathon MW/WT, 
Phenol 
Heat- inactivated (30 minutes at +56 °C) foetal bovine serum 

2.1 g 
400 ml 
0.1 ml 
0.5 g 
25ml 

Mix to dissolve the substances, then adjust the pH to 7.5 with 4 M HCI. Make up to 
 
500 ml with distilled water. 
 

Remains stable for at least 6 months at 2-8 C. 
 
In the absence of the stabilizers Kathon and phenol the stability is only 1 day. 
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TMB Solution 

Prepare the TMB solution as follows: 

3,3',5,5'T etramethylbenzid ine 
Reagent-grade acetone 

Dissolve, then add 

Reagent-grade ethanol 
Perhydrol (30 % H202) 

240mg 
5ml 

45 ml 
0.3 ml 

Remains stable for at least 6 months at 15- 25°C when sealed and protected from 
light. 

Substrate Buffer 
Reagent-grade citric acid monohydrate 
Distilled water 

6.3 g 
800 ml 

Mix to dissolve, then adjust the pH to 4 .1 by adding 4 M KOH. 
Make up to 1000 ml with distilled water and add 0.2 ml of Kathan MWIWT. 

Remains stable for about 6 months at 15-25°C. 
In the absence of the Kathan the stability is only 1 day. 
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7 METHODS 

7.1. STEPS PRIOR TO BLOOD-CULTURE 

Steps marked (a~ are carried out in a Class 2 laminar flow sterile cabinet, using 
aseptic technique and reagents and consumables that are sterile and pyrogen-free. 

7.1.1. Preparation of aliquots of the LPS (endotoxin) standard (S TDrt 

Make aliquots of the LPS STD : take a vial of the current IS for endotoxin (vial code 
94/580 , 10000 IU = EU/vial , infinite shelf life when stored at - 2ooc or below), open 
the vial , reconst itute the contents of the vial with 5 ml PFDW and vortex for 30 min. 
This gives a 2 ,000 IU/ml stock solution of LPS . The stock so lut ion may be kept at 2
8oC for up to 14 days or frozen in aliquots immediately after reconst itution. The 
following primary standards (Reference Standard Endotoxins) are identical to the IS 
and may be subst ituted for it: EC6 (USP), Lot G (FDA), BRP3 (EP) . Alternatively , a 
working standard (control standard endotoxin) calibrated against one of these primary 
standards may be substituted . 

To prepare aliquots of the IS for endotoxin : 

Aliquot 150 J.!l of LPS standard into labelled cryotubes (of 2 ml capacity) , freeze them 
upright and store them in this frozen state at - 20oc or below (shelf life= 12 months) . 
Label the cryotubes with the follow ing information : 

Endotoxin STD 941580 
300 IU in 150 pJ 
date of reconstitution 
initials of the operator 

7. 1.2. Preparation of aliquots of the IL-6 standarcft 

To make aliquots of the IL--6 standard, take a vial of the IS for IL--6 (ampoule code 
89/548, 1 J.Lg/100000 IU/ampoule) , open the vial and reconstitute with 1 ml of PBS + 
1% BSA (or HSA - not critical) . This gives a 1 J.Lg/ml stock solution of IL--6t. 

t concentrations of /L-6 are expressed in pglml rather than IU/ml to avoid confusion with IU/ml of LPS.) 

Aliquot 20 J.!l of the stock solution into labelled cryo-tubes (of 2 ml capacity), freeze 
them upright and store them in this frozen state at -20oC or below (shelf life = six 
months) . Label the cryotubes with the following information : 

IL-6 STD 891548 
20 ng in 20 pJ 
date of reconstitution 
initials of the operator 

(A working standard, previously calibrated against the IS may be substituted for the IS, Each new batch 
of working STD is to be calibrated against the IS.) 
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7.1.3. Coating of IL-6 ELISA plates 

For the NOVARTIS IL-6 ELISA, dilute the coating anti-IL-6 antibody (Clone 16) with 
coating buffer to 2.5 11g/ml and swirl to mix, e.g. 1 mg of antibody in 400 ml of coating 
buffer. Add 200 111 to each well of a 96-well plate (Nunc-lmmuno MaxiSorp F96) . 
Stack the microtitre plates and allow to stand in the dark at 15-25oc for 16-24 h. 

Aspirate and discard the coating solution. Wash the coated plate 3 times with 
demineralised water and tap out onto absorbent material , e.g. paper towel. Pipette 
200 !J I of blocking buffer into each well to block the residual protein-binding capacity 
of the coated plates . Seal the microtiter plates with adhesive film and store in a 
humidified atmosp here at 2- 8°C (shelf life : two months). 

7. 1.4. Preparation of samples for testing"t 

Samples are tested at a dilution of 1 in 5, i.e. 50 111 of sample in a total culture volume 
of 250 111. To test samples at dilutions greater than 1 in 5, pre-dilute samples befo re 
addition to the assay plate, e.g. to test a sample at a dilution of 1 in 10, pre-dilute the 
sample 1 in 2 with saline and add 50 Ill of this diluted sample to the assay plate. 

7.1.5. Collection of human blood 

Qualification of blood donors: Blood donors are to describe themselves as being in 
good health, not suffering from any bacterial or viral infections (incl uding colds and 
influenza}, and to have been free from the symptoms of any such infect ion for a 
period of one week prior to the donation of blood. Blood donors are not to be taking 
non-steroidal anti-inflammatory drugs, immunosuppressants, glucocorticoids or any 
other drugs known to infl uence the production of cytokines. Also, See Section 8. 
(below) fo r the criteria for the rejection of data. Take blood donations from at least 
three donors because the preparation being examined is reguired to pass the test 
with blood donations from at least three different donors . 

Procedure: Using a 30 ml syringe and a 40 mm, 21 gauge hypodermic needle, draw 
30 ml blood from the median cubital or cephalic vein of the left or right arm of a single 
donor. 

Immed iately remove the hypodermic needle and transfer the blood into a 50 ml 
ste rile, pyrogen-free centrifuge tube (e.g . Falcon 2070 Blue Max) containing 10 IU in 
10 111 heparin (Fragmin, 1000 IU/m l, prepared by diluting Fragmin, 10000 IU/ml, 
Pharmacia, 1/10 with saline) for each ml of blood to be collected, e.g . for a blood 
sample of 30 ml the tube will contain 300 IU/ml heparin, giving 10 IU heparin/ml of 
blood. 

Screw the lid of the tube on tightly and invert slowly five times to ensure thorough 
mixing of the blood with the heparin. Do not vo rtex. 

(N.B. The blood collection procedure is non-critical. Pyrogen-free heparin may be substituted for 
Fragmin and a proprietary blood collection device/system may be substituted provided that it is of a type 
shown to be pyrogen-free.) 
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7.1.6. Storage of blood 

Store the tube upright at room temperature and stimulate with LPS within 4 h of its 
collection. 

7.1.7. Equilibration of reagents for cell culture 

Bring an aliquot of the LPS standard, the samples for testing and a bottle of saline to 
room temperature. 

7.1.8. Preparation of the LPS standard curveat 

Prepare the LPS standard curve by making serial dilutions in saline of an aliquot of 
the stock solution of the current IS. 

Label seven tubes, A- G. Add the volumes of saline to the tubes specified in table 1, 
below. 

Add 1.35 ml saline to an aliquot (300 IU=EU in 150 f.!l) of the LPS standard and vortex 
to make 1.5 ml of a 200 IU/ml solution of LPS = Solution S. 

T.able 1 prepara Jon ofthe LPS t dafisan d curve: 
Tube LPS added to tube Saline [LPS] in tube -) [LPS] in well 
A 100 f.!l of SolutionS= 20 IU 900 IJI 201U/ml Not for culture 
B 200 111 of Solution A = 4 IU 800 Ill 41U/ml O.BIU!ml 
c 500 111 of Solution B = 2 IU 500 Ill 21U/ml 0.41Uiml 
D 500 f.!l of Solution C = 1 IU 500 f.!l 11U/ml 0.21Uiml 
E 500 111 of Solution D = 0.5 IU 500 Ill 0.51U/ml 0. 11Uiml 
F 500 111 of Solution E = 0.25 IU 500 Ill 0.251U/ml 0.051Uiml 
G None 1 ml 0 IU/ml 0 IU!ml 
Vortex each of SolutiOns A - G after 1ts preparat1on and then use each solut1on for the 
preparation of the subsequent dilution. 

(Multiples of the above volumes may be used to generate larger volumes of Solutions A - Gand an LPS 
standard calibrated against the USP Reference Standard Endotoxin or the IS for endotoxin may be 
used.) 

7.2. BLOOD CULTURer 

7.2.1. Add 50 pi of saline the wells of columns 1 - 10 as in Template 1, see 
below. 

7.2.2. Gently mix the blood donation, using the Procedure below, immediately 
before aliquots of the blood are taken. Do not vortex the blood. 

Procedure: Immediately after gently swirling the blood , pour a sample of about 5 ml 
into a smaller tube, e.g. a screw-top bottle of 7 ml capacity. Screw the lid on the tube 
and invert twice immediately before aliquots of the blood are taken . Replenish the 
blood in the smaller tube, as required, with further samples of blood, each taken 
immediately after gentle swirling of the blood donation. 
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7.2.3. Add 50 pi of blood to the wells of columns 1- 10 as in Template 1, see 
below. 

Using a pipette with a tip of wide diameter the blood is added by row to the wells of 
columns 1 - 10 in the fo llowing sequence: A, E, B, F, C, G, 0, H (see Template 1, 
below) . A repeating pipette may be used for these additions provided that the 
aliquots are added briskly to minimise the settling of cells. 

Template 1: addition of blood to blood culture plate 
1 2 3 4 5 6 7 8 9 10 11 12 

G 
D 
[E 
Fi 
G 

H 

• • . . I . • • • ; lr:F.'Ti • . • Void Void 

lrhird row of ten wells 181- 8101 to which blood Is added Void Void 

Fifth row of ten well s (C1 -C10) to which blood is added Void Void 

Seventh row often wells (01 - 010) to which blood is added 

I'!' . . • • lll(t •••• ~~ t"i [:It 

Void 

Void 

Void 

Void 

Fourth row of ten wells tF1-F10) to which blood is added Void Void 

Sixth row often wells (G1 - G10) to wh ich blood is added Void Void 

Eighth row of ten wells (H1 - H10) to which blood is added Void Void 

7.2.4. Add 50 pi of LPS standards to wells as in Template 2, below. 

Solution G into wells A3 - 03 (STO RO) 
Solution F into wells A4 - 04 (STO R 1) 
Solution E into wells AS - 05 (STO R2) 
Solution 0 into wells A6- 06 (STO R3) 
Solution C into wells A7 - 07 (STO R4) 
Solution B into wells A8 - 08 (STO R5) 

(The above order of addition permits the same tip to be used for additions of all the standards.) 

7.2.5. Add 50 pi of test samples 51 - 514 to wells, as in Template 2, see below. 

7.2.6. Add 100 pi of saline to the wells of columns 1- 10 as in Template 2, see 
below. 

7.2.7. Gently mix the contents of the wells without cross-contaminating wells. 

7.2.8. Incubate the cultures without vibration (to allow the cells to settle) at 37"C for 
16- 24h in an atmosphere of 5% C02 in humidified air. 
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Template 2: addition of standards and samples to the blood culture plate 
1 2 3 4 5 6 7 8 9 10 11 12 

c 

D 

G 

H 

S1 82 RO 
0 

R1 
0.25 

R2 
0.5 

R3 
1 

R4 
2 

R5 
4 

S3 S4 void void 

S1 82 RO 
0 

R1 
0.25 

R2 
0.5 

R3 
1 

R4 
2 

R5 
4 

83 S4 void void 

81 82 RO 
0 

R1 
0.25 

R2 
0.5 

R3 
1 

R4 
2 

R5 
4 

S3 S4 void void 

81 82 RO 
0 

R1 
0.25 

R2 
0.5 

R3 
1 

R4 
2 

R5 
4 

S3 S4 void void 

85 86 87 88 89 S10 S11 S12 813 S14 void void 

85 86 87 S8 89 810 811 S12 813 814 void void 

85 86 87 88 89 S10 811 812 813 814 void void 

85 S6 87 sa S9 810 811 S12 813 814 void void 

Key: 
 
S1- S14 =test samples #1- #14 
 
RO - R5 =Reference Standard Endotoxin, RO = 0 IU!ml, R1 = 0.25 IU!ml, R2 = 0.5 
 
IU!ml, R3 = 1 IU!ml, R4 = 2 IU/ml and R5 = 4 IU!ml (The final concentrations are: 
 
0.05, 0.1, 0.2, 0,4 and O.BIU/ml). 
 

7.3. IL- 6 ELISA 

Immunoreactive IL-6 in aliquots of the tissue cul ture fluid is quantified using a 
validated ELISA , in which the IS for IL-6 (89/548) or an IL-6 standard calibrated 
against the IS is used as the assay ca librant. 

The NOVARTIS ELISA fo r IL-6 is described be low. When it is not practicab le to use 
the NOVARTIS ELI SA , a differe nt va lid ated ELISA may be substituted, e.g. the 
MILlENIA IL-6 ELI SA kit, CLB IL-6 ELI SA kit , R&D IL-6 ELI SA kit or an ELI SA using 
matched pairs of anti- IL-6 MAbs pu rchased from R&D Systems or BioSo urce. 

7.3.1. Equilibration of reagents 

Bring an aliquot of the IL-6 standard and other assay reagents to room temperature 
before proceeding . 

7.3.2. Preparation of /L-6 standard curve 

About 30 min before the end of the tissue culture, prepare the IL-6 standard curve by 
making serial dilutions, of an aliquot of the stock solution of t he current IS (or working 
STD for IL-6 calibrated against the IS). The diluent is PBS/1% BSA (or HSA - not 
critical). 
(RPMI- C -see PBMNC SOP- may be substituted for PBS/1% BSA) 
When using the IS for IL-6, label nine tubes H - P. Add the specified volumes of 
PBS/1% BSA to the tubes- see table 2 below. · 
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Add 180 J..ll PBS/1% BSA to an aliquot (20 ng in 20 J..ll) of the IL--6 standard and vortex 
to make 200 J..ll of a 100 ng/ml solution of IL--6 =Solution G. 

T,able 2 preparation of the IL- 6 standard curve rom an aliquot of the IS foriL-6 
Tube IL--6 added PBS/1 

%BSA 
[IL--6] in 
tube 

-f [IL-6] in 
well 

H 100 Ill of Solution G = 1 0 ng 900 ~-tl 10 ng/ml Not for ELISA 
I 800Jll of Solution H = 8 ng 1.2 ml 4 ng/ml 4000 pglml 
J 1 ml of Solution I = 4 ng 1 ml 2 ng/ml 2000 pglml 
K 1 ml of Solution J = 2 ng 1 ml 1 ng/ml 1000 pglml 
L 1 ml of Solution K = 1ng 1 ml 500Q9/ml 500pglml 
M 1 ml of Solution L = 500 pg 1 ml 250 pg/ml 250 pglml 
N 1 ml of Solution M = 250 pg 1 ml 125 p_g/ml 125pgjml 
0 1 ml of solution N = 125 pg 1 ml 62.5 pg/ml 62.5 pglml 
p None 2ml 0 pg/ml 0 pg/ml 

Vortex each of Solutions H - P after its preparation and then use eac h solution for the 
preparation of the subsequent dilu tion . 

(Multiples of the above volumes may be used to generate larger volumes of Solutions H- P and an IL-6 
standard calibrated against the IS for IL-6 may be substituted for the IS.) 

Store Solutions H - P at 2- 8°C until required . 

7.3.3. Addition of samples 

Immediately prior to adding standards and samples , empty the blocking buffer from 
the ELISA plate(s) and expel any remaining fluid by tapping the inverted plate onto 
absorbent material, e.g. paper towel. 

At the end of the tissue culture incubation, carefully transfer 50 J..ll of supernatant from 
each of the wells of columns 1 - 10 of the tissue culture plate into the corresponding 
wells on the ELISA plate- see Template 1, above and Template 2, below. (The wells 
in columns 11 and 12 are for the cytokine standard curve- see below). The use of 
an eight channel pipette will facilitate the mixing and transfer. Change the pipette tips 
between each column transfer and ensure that cells are not aspirated by supporting 
the assay plate such that it slopes down at an angle of about 45° from column 1 to 
column 12 . 
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7.3.4. Addition of standards 

Add 50 J.!l of IL-6 standards to the wells in columns 11 and 12, as shown in Template 
3, below. 

Solution P into wells A 11 and A 12 (0 pg/mlll-6 STD) 
Solution 0 into wells 811 and 812 (62.5 pg/mlll-6 STD) 
Solution N into wells C11 and C12 (125 pg/mlll-6 STD) 
So lution Minto wells D11 and D12 (250 pg/mlll-6 STD) 
Solution L into wells E11 and E12 (500 pg/mlll-6 STD) 
Solution K into wells F11 and F12 (1 000 pg/mlll-6 STD) 
Solution J into wells G11 and G12 (2000 pg/mlll-6 STD) 
Solution I into wells H11 and H12 (4000 pg/mlll-6 STD) 

(The above order of addition permits the same tip to be used for additions of all of the standards.) 

Template 3: ELISA plate 
1 2 3 4 5 6 7 8 9 10 11 12 

c 

D 

G 

H 

S1 S2 RO 
0 

R1 
0.25 

R2 
0.5 

R3 
1 

R4 
2 

R5 
4 

S3 S4 0 0 

S1 S2 RO 
0 

R1 
0.25 

R2 
0.5 

R3 
1 

R4 
2 

R5 
4 

S3 S4 62.5 62.5 

S1 S2 RO 
0 

R1 
0.25 

R2 
0.5 

R3 
1 

R4 
2 

R5 
4 

S3 S4 125 125 

S1 S2 RO 
0 

R1 
0.25 

R2 
0.5 

R3 
11 

R4 
2 

R5 
4 

S3 S4 250 250 

S5 S6 S7 S8 S9 S10 811 812 S13 S14 500 500 

S5 S6 S7 S8 S9 810 811 812 813 814 1000 1000 

S5 S6 S7 S8 S9 810 811 812 S13 814 2000 2000 

S5 S6 S7 sa S9 810 811 812 813 814 4000 4000 

Key: 
S1- S14 =test samples #1 - #14 
RO- R5 =Reference Standard Endotoxin, RO =0 IU!ml, R1 =0.25 /Uiml, R2 =0.5 
IU/ml, R3 = 1 IU/ml, R4 =2 IU!ml and R5 =4 IU/ml (The final concentrations are: 
0.05, 0.1, 0.2, 0,4 and 0.8 IU!ml). Values 1 - 4000 in columns 11 and 12 are 
concentrations in pg/ml of the IS for IL-6 (ampoule code 941580, 1 ,uglampoule, 1 pg 
= 0. 11U). 

7.3.5. Addition of (2"d) antibody-HRP conjugate (POD) 

Add 200 !JI of detection antibody POD (horseradish peroxidase conjugated to sheep 
anti-IL-6 antibodies : stable for at least 6 months at 2-8°C} pre-diluted with dilution 
buffer (usually 1/200 to 1/500, as determ ined in optimisation experiments) to each 
well, seal the plates with adhesive film, and allow to stand for 2- 3 hat 20-25°C. (100 
ml of diluted POD is sufficient for 4 ELISA plates.) 
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After incubation, wash plate three times with about 250 J..tl per well wash solution and 
then three times with demineralised water. Empty plate and expel any remaining fluid 
by tapping the inverted plate onto absorbent material, e.g . paper towel. 

7.3.6. Addition of substrate solution and reading of optical densities 

Prepare the substrate solution shortly before use. Transfer 90 ml of substrate buffer 
to a plastic bottle , add 4.5 ml of TMB solution and mix. 

Pipette 200 1-JI of substrate solution into each well. After 10-15 minutes, stop the 
enzyme reaction by adding 50 1-JIIwell of stopping solution . Wipe the back of the 
microliter plates with a clean tissue, then measure the absorbance at 450 nm in an 
ELISA plate reader using a 540-590 nm corrective filter. Subtract the values of the 
measurement with the corrective filter from values measured with the 450 nm filter . 
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8 DATA ANALYSIS AND PREDICTION MODELS 

Preparatory testing 

Preparatory tests are conducted to assure that the criteria for validity and precision for 
the standard curve are satisfied and that the solution of the preparation being 
examined (test article) does not interfere in the test. The test method is validated and 
a test for interfering factors repeated whenever there is any change in either the test 
method or the preparation being examined that is likely to influence t he result of the 
test. 

Validation of the test method 

Using the standard endotoxin solution, prepare five endotoxin concent rations (R1-R5) 
to generate the standard curve (RO =0 EU/ml). Perform the test using four replicates 
of each standard endotoxin solution. The standard curve is to satisfy the criteria for 
linearity and range described in the ICH HARMON/SED TRIPARTI TE GUIDELINE: 
VALIDATION OF ANALYTICAL PROCEDURES METHODOLOGY (IC H guideline 
Q2B Validation of Analytical procedures : methodology, November 1996), together 
with a restriction on test precision (see below). 

Assurance criteria for the standard curve 

Reject the data from any test that does not satisfy all four criteria specified below. 

(i) The (basal) release of IL-6 in the absence of added LPS, i.e. for the 0 IU/ml dose 
of LPS, is to be < 200 pg/mlll-6 (20 IU IL-6/ml). 

(The reason for this is as follows . Blood cultures in the absence of added endotoxin release 
amounts of (immunoreactive) TNFa and IL-1f3 close to or below the detection limits of the 
ELISAs used to detect them. In contrast, concentrations of immunoreactive /L- 6 are 
detectable in these cultures. For healthy donors, concentrations of immun oreactive /L- 6 are 
below 200 pglml (20 JU /L-6/m/, typically 50 pglml or Jess) but in donors who have recently 
recovered from minor viral or bacterial infections basal (i.e. unstimulated) concentrations of /L
6 can exceed 200 pglml. These findings accord with reports that plasma concentrations of 
immunoreactive /L- 6 (unlike those of TNFa and IL- 1f3) are likely to be increased in individuals 
not in good health (Bucket a/., 1994; Lin and Huang, 1998; Otto eta/., 1999). Consequently, 
the choice of /L- 6 as the readout (measured variable) enables the identification and 'screening 
out' (albeit retrospectively) of donors who are not in good health, even tho ugh they may feel 
well enough to serve as a blood donor for the test. Based on historic data obtained at NJBSC, 
a 'cut-off' value of 200 pg/ml /L-6 (20 /U /L-6/m/) for basal immunoreactive /L-6 release is 
deemed appropriate for the rejection of test data as having come from a test utilising blood 
from a donor not in good health.) 

(ii) Compare the values for the four replicates each of 0 and 0.25 IU/ml endotoxin 
STD : the three smallest values are to be in the response to 0 IU/ml and the three 
largest values are to be in the response to 0.25 IU/ml (Wilcoxon rank-sum test, 
p<0 .05). 
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(iii) Compare the values for the four replicates each of the endotoxin STDs 0.25 IU/ml 
and 0.5 IU/ml : the three smallest values are to be in the response to 0.25 IU/ml and 
the three largest values are to be in the response to 0.5 IU/ml (Wilcoxon rank-sum 
test, p<0.05). 

(iv) Compare the values for the four replicates each of 0 and 0. 5 IU/ml endotoxin 
STD: the four smallest values are to be in the response to 0 IU/ml and the four largest 
values are to be in the response to 0.5 IU/ml (Wilcoxon rank-sum test, p<0.025) . 

Interference test 

Spike an aliquot of the test solution of the preparation being examined, the test article 
(1 ), with an endotoxin concentration at or near the midd le dose of the endotoxin 
standard curve . [Alternatively, to facilitate comparisons with other test systems, a different 
spike, e.g. 0.5 IU!ml, may be used, provided that this is within one contiguous (adjacent) 
dilution of the middle dose of the endotoxin standard curve.] Calculate the mean recovery 
of the added endotox in by subtracting the mean endotoxin concentration in the test 
solution (if any) from that containing the added endotoxin. The target is 100% spike 
recovery . If necessary, test doubling dilutions of the test article , not exceed ing the 
MVD (2), to identify the minimum dilution that gives spike recovery as close to 100% 
as can be achieved . Subsequent testing is to be performed at this di lution, which 
must give at least 50% spike recovery , or at one further two-fold dilution (3) of the test 
article , provided that t he further dilution is within the MVD. 

(1) the test article is to contain the lowest level of contamination with 
pyrogen/endotoxin that practicably can be achieved for that preparation . 

(2) MVD =the maximum valid dilution of a preparation at which the endotoxin limit 
concentration (ELC) can be determined. MVD = ELC/the second sma llest dose in the 
endotoxin STD curve . 

(3) the further dilution is to mitigate variations in LOD, donors/passages, and the 
balance between interference by the test article and its pyrogenic content.) 

(N.B. Testing at minimum dilution of the test article would be expected to increase the 
probability of detecting non-endotoxin pyrogens since, in general, these dilute out more rapidly 
than endotoxin . In this regard it should be noted that the interference testing described above, 
in common with the rest of this SOP, is optimised for the detection of bacterial endotoxins. A 
number of changes to this SOP would be required to optimise it for the detection of non
endotoxin pyrogens. Consequently a different protocol is used to test products suspected of 
contamination with non-endotoxin pyrogens.) 

Quantitative estimation of endotoxin equivalents and uncertainty of 
measurement 

Where quantitative estimates of endotoxin-equivalents are required, statistical 
analysis is carried out in Informatics to provide estimates of endotoxin concentrat ions 
for test samples in terms of the endotoxin standard curve using the methods of 
parallel line assay analysis (see for example, Finney, 1978). 
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The upper and lower OD response values for the endotoxin standard curve are 
determined graphically and the OD values for endotoxin standards and test samples 
are transformed to legit responses and analysed using the in house program WRANL 
(Gaines Das and Tydeman, 1982). The linearity mean square for the endotoxin 
standard curve (calculated by the program) provides a measure of the suitability of 
the graphically determined limits for the curve. The pyrogenic contamination in the 
solution of the preparation being examined (i.e. test article) is calculated , with 
confidence intervals, from a standard curve of the IS for endotoxin (which is calibrated 
in IU) and expressed in endotoxin-equivalents/mi. This value is compared with the 
endotoxin limit concentration (ELC) for the preparation. Where the ELC is not 
specified for a product, it is calcu lated as described in 10. ANNEX. The preparation 
being exam ined complies with the test if the estimated mean endotoxin concentration 
of the preparation, after correction for dilution and concentration, is less than the 
endotoxin limit for the preparation . The preparation being examined is required to 
pass the test with blood donations from at least three different donors. 

(Alternative analyses are permitted provided these are consistent with the relevant ICH 
guidelines.) 

Limit test 

This is a simplified test to detect whether or not a solution of the preparation being 
examined (test article), after correction for dilution and concentration, contains less 
than 0.5 IU/ml (the th reshold dose in the rabbit pyrogen test). This is carried out as 
follows. 

(a) Perform an interference test with an endotoxin spike of 0.5 IU/ml, as described 
above. 

(b) Measure responses to 4 replicates each of 0, 0.25 and 0.5 IU/ml endotoxin and 
the test article. 

(c) Reject the data from any test that does not satisfy all four criteria specified below. 

(i) The (basal) release of IL-6 in the absence of added LPS, i.e. for the 0 IU/ml dose 
of LPS, is to be < 200 pg/mlll-6 (20 IU IL-6/ml). 

(ii) Compare the values for the four replicates each of 0 and 0.25 IU/ml endotoxin 
STD : the three smallest values are to be in the response to 0 IU/ml and the three 
largest values are to be in the response to 0.25 IU/ml (Wilcoxon rank-sum test, 
p<0.05). 

(iii) Compare the values for the four replicates each of the endotoxin STDs 0.25 IU/ml 
and 0.5 IU/ml: the three smallest values are to be in the response to 0.25 IU/ml and 
the three largest values are to be in the response to 0.5 IU/ml (Wilcoxon rank-sum 
test, p<0.05). 

(iv) Compare the values for the four replicates each of 0 and 0. 5 IU/ml endotoxin 
STD : the four smallest values are to be in the response to 0 IU/ml and the four largest 
values are to be in the response to 0.5 IU/ml (Wilcoxon rank-sum test , p<0.25). 
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(d) Compare the values for the four replicates each of the test article and the LPS 
STD 0.5 IU/ml: the four smallest values are to be in the response to the test article 
and the four largest values are to be in the response to 0.5 IU/ml (Wi lcoxon rank-sum 
test, p<0 .25) . The preparation being examined is required to pass th e test with blood 
donations from at least three different donors. 
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9 HEALTH SAFETY AND ENVIRONMENT 

Human material 

Human material should be treated as biologically hazardous and all work using 
human material is to be carried out according to the procedures specified in the 
NIBSC Safety Compendium. 

Cultures of human material should be treated as biologically hazardous waste and 
disposed of according to the procedures specified in the NIBSC Safety Compendium. 

Bacterial endotoxin is, as its name indicates, a toxic agent and should be hand led 
with care. 

Precautions : Cover open cuts before use. Do not get in eyes , on skin, on clothing. 
Avoid inhaling . Keep container closed . 

First Aid : In case of contact, immediately flush eyes or skin with plenty of water for at 
least 15 minutes. If inhaled, remove to fresh air. If not breathi ng, give artificial 
respiration, preferab ly mouth-to-mouth. If breathing is difficult, give oxygen. 

Effects of skin absorption can include fever, headache and hypotension. 

Effects of inhalation can include fever, headache and hypotension. 

Effects of ingestion - adverse effects are unlikely since ingested endotoxin is rapidly 
detoxified. 

ELISA Substrate: TMB (Suspected mutagen, wear gloves when handling). 
Store and use in accordance with manufacturer's instructions. 
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10. ANNEX 

LOD. Detection limit. The LOD is to take into account all dilution factors. 

LOQ. Quantification limit. The LOQ is to take into account all dilution factors . 

[N.B. The calculation of LOD and LOQ is addressed in the ICH HARMONISED 
TRIPARTITE GUIDELINE: VALIDATION OF ANALYTICAL PROCEDURES 
METHODOLOGY, ICH guideline Q2B Validation of Analytical procedures: 
methodology, November 1996. It should be noted that the methods described in the 
guideline, in common with other methods used to calculate LOD and LOQ, make 
assumptions about the distribution of data that may not apply.] 

Calculation of ELC 

ELC =Endotoxin limit concentration for the preparation being examined. Where an 
 
ELC is not specified, it is calculated as follows: 
 
The sensitivity of rabbits to endotoxin is 5 IU/kg. So, for a product injected (i.e. tested) 
 
at 1 mllkg, the detection limit is 5 IU endotoxin/mllkg, giving an ELC of 5 IU 
 
endotoxin/mi. whereas for a product injected at 10 mllkg, the detection limit is 5 IU 
 
endotoxin/1 0 mllkg = 0.5 IU endotoxin/mllkg, giving an ELC of 0.5 IU endotoxin/mi. 
 

Maximum valid dilution 

The MVD is the maximum allowable, i. e. 'valid', dilution of a preparation at which the 
endotoxin limit concentration (ELC) can be determined. MVD = ELC/the second 
smallest dose in the endotoxin STD curve. 
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